Background: The Bacillus genus of Firmicutes bacteria is ubiquitous in nature and includes one of the best characterized model organisms, B. subtilis, as well as medically significant human pathogens, the most notorious being B. anthracis and B. cereus. As the most abundant living entities on the planet, bacteriophages are known to heavily influence the ecology and evolution of their hosts, including providing virulence factors. Thus, the identification and analysis of Bacillus phages is critical to understanding the evolution of Bacillus species, including pathogenic strains. Results: Whole genome nucleotide and proteome comparison of the 93 extant Bacillus phages revealed 12 distinct clusters, 28 subclusters and 14 singleton phages. Host analysis of these clusters supports host boundaries at the subcluster level and suggests phages as vectors for genetic transfer within the Bacillus cereus group, with B. anthracis as a distant member of the group. Analysis of the proteins conserved among these phages reveals enormous diversity and the uncharacterized nature of these phages, with a total of 4,922 protein families (phams) of which only 951 (19%) had a predicted function. In addition, 3,058 (62%) of phams were orphams (phams containing a gene product from a single phage). The most populated phams were those encoding proteins involved in DNA metabolism, virion structure and assembly, cell lysis, or host function. These included several genes that may contribute to the pathogenicity of Bacillus strains.
Background
Bacteriophages are the most abundant biological entities on the planet, with at least 10 31 bacteriophages in Earth's biosphere [1] [2] [3] [4] [5] . Their ability to infect and kill their bacterial hosts makes them key factors in both the evolution of bacteria and the maintenance of ecological balance (for recent reviews see [6] [7] [8] [9] [10] [11] [12] ). In addition, they are able to infect and transfer genetic information to their hosts, in many cases being key factors in the transfer of pathogenic traits such as in pathogenic Escherichia coli, Salmonella sp., Corynebacterium diphtheriae and Vibrio cholerae. Despite their clear importance to global environmental and health concerns, little is known about the complexity and diversity of these living entities, but what is known from metagenomics and phage genome sequencing suggests it is vast.
The most studied bacteriophages are those that infect the Gram-positive bacterium Mycobacterium smegmatis mc 2 155, with over 4,800 phages isolated and 690 fully sequenced genomes (www.phagesdb.org). These phages have been isolated by students from throughout the world as part of the Howard Hughes Medical Institute Science Education Alliance Phage Hunters Advancing Genomics and Evolutionary Science (HHMI SEA-PHA GES) for determining the diversity of phages that can infect a single host. A recent analysis of 491 of these indicates they belong to approximately 17 "clusters" of related phages (A-Q) and 13 singleton clusters [13] . Of interest, identical mycobacteriophages have only been isolated independently twice (Graham Hatfull, personal communication). Beyond these Mycobacterium phages, the bacterial family with the most phages isolated infect the Gramnegative Enterobacteriaceae family (337 fully sequenced genomes available in GenBank). This group of phages has been isolated and sequenced independently from investigators throughout the world and contains many of the well-characterized, historical phages such as Lambda, Mu, T4 and T7. They have recently been grouped into 38 clusters of phages and 18 singleton clusters [14] .
A third group of well-studied phages, the Bacillus phages, have also been isolated by diverse investigators from throughout the world and infect many strains of the genus Bacillus. The Bacillus genus is ubiquitous in nature and includes one of the best characterized model organisms, B. subtilis, as well as medically significant human pathogens, the most notorious being B. anthracis (the causative agent of anthrax) and B. cereus (which causes food poisoning). Phages have been isolated that infect B. anthracis, B. cereus, B. megaterium, B. mycoides, B. pseudomycoides, B. subtilis, B. thuringiensis, and B. weihenstephanensis, allowing a unique opportunity to investigate the diversity of phages that infect different hosts within a bacterial genus. This study focuses on the genomic comparison of 93 fully sequenced phages that infect the Bacillus genus and discusses their place in the diversity and evolution of these important bacteria. In addition, we identify several genes that may contribute to the pathogenicity of Bacillus species. This analysis presents a framework for understanding phages that infect Bacillus and for comparing Bacillus phage diversity with the diversity of phages that infect other genera. In addition, it increases our understanding of the evolution and diversity of phages and their hosts, including the evolution of pathogenic strains.
Results and discussion
Whole genome nucleotide and amino acid comparison of the Bacillus family of phages reveals 12 diverse clusters and 14 singletons In order to determine the relationship of the 93 extant, fully-sequenced Bacillus phages as of June 1, we analyzed the published phage genomes by methods similar to those of Hatfull et al. [15, 16] , including whole genome dot plot analysis, pairwise average nucleotide identities (ANI) and genomic maps. The accession numbers and basic properties (host, genome size, GC content, number of ORFs, number of tRNAs and morphotype) of the 93 full sequenced Bacillus phages are provided in Table 1 along with the appropriate reference.
Dot plot analysis of the Bacillus phages revealed 12 clusters of phages with similarity over at least 50% of their genomes (clusters A through L) and 14 phages that are singletons, having little to no nucleotide similarity to any other Bacillus phages. Genomic dot plot analysis consists of placing the nucleotide sequences across both the X-and Y-axis. A dot is placed where the sequences are identical resulting in a diagonal line down the center of the plot when a sequence is compared to itself. The phages were aligned on two separate plots due to the wide range in genome size and the fact that no additional nucleotide similarity was seen in a combined plot. Figure 1A contains phage genomes less than 100 kb while 1C contains the larger phage genomes. As stated above, assignment of a phage to a cluster was based on nucleotide similarity over at least 50% of the genome when compared to at least one other phage in the cluster. Thus, a phage could be placed into the same cluster by weak similarity over most of the genome, by strong similarity over about half of the genome, or by a combination of relatedness. The ANI values were also calculated within each cluster and found to be at least 55% between a phage and another phage within a cluster. From the total of 26 clusters just over half (14) are singleton clusters containing a single phage member, suggesting that the isolation of unique Bacillus phages is far from complete.
In addition to showing strong evolutionary relationships, whole genome nucleotide dot plots also reveal smaller regions of homology (<50% span length) between phages of different clusters that are likely areas of recombination. The largest such region is a~10,000 bp region of similarity between phBC6A51 (bp 44289-50616 and 58088-61389) and cluster F phages that includes a tail component protein, minor structural protein and holin as well as a sitespecific recombinase, a Ftsk/SpoIIIE family protein and five conserved phage proteins.
In addition to whole genome nucleotide analysis, whole proteome dot plot analysis was performed (Figures 1B and D) . Because nucleotide sequences diverge more rapidly, the amino acid dot plots were expected to reveal more distant evolutionary relationships. The analysis confirmed the basic cluster assignments seen with whole genome nucleotide analysis and revealed distant relationships between the E, F, G and I clusters discussed in more detail below. Note that there should be some limited similarity between all of the Bacillus tailed phages in that they should all encode a major capsid protein (MCP), portal protein and terminase. However, these proteins can diverge to a point that no sequence similarity is apparent.
Another common way to group phages is by the percent of the proteome that is conserved between phages. CoreGenes 3.0 was used to confirm clusters by ensuring that phages within a cluster share~40% of their proteome, a cutoff commonly used for determining phage relationships [63, 64] . The cluster with the lowest conservation of the proteome (that is, the lowest conservation between a phage and its closest relative) is the F cluster, with the highly related phages Staley and Slash sharing only 43.4% of their proteome with Basilisk. All other clusters yielded proteome comparison scores well above the 40% Core-Genes threshold, confirming that the phages belong in the proposed clusters. The division of phages into the proposed clusters is also supported by the low standard deviation in the average basic phage properties including genome size, GC content, number of ORFs and morphotype ( Table 2 ). For example, cluster A consists completely of tectiviruses of an average genome size of 14685 ± 302 bp, clusters B and D of podoviruses with short tails (average genome size is 19715 ± 1132 and 39864 ± 17 bp, respectively), clusters C, E, F, G, H and J of long noncontractile siphoviruses (average genome size ranging from 25755 ± 2029 to 81276 ± 777 bp), and the large contractile myovirus clusters K and L (average genome size is 140447 ± 5978 and 158753 ± 4550 bp, respectively). Cluster I is of unknown morphotype. The average number of tRNA's for each cluster is also reported but is highly variable within a cluster with standard deviations often approaching the number of tRNA's. This variation may reflect the phages' adaptation to different hosts since tRNA's are thought to provide efficient protein production in hosts with alternate codon preferences [65] . Further host range studies are needed to test these hypotheses.
Division of clusters into subclusters reveals large variance between clusters
Each cluster was further analyzed by nucleotide dot plot to reveal groups of high similarity, or subclusters (Figures 2  and 3 ). These subclusters were chosen based on natural divisions in phage similarity seen in the dot plot, but could be more strictly defined by ANI values of at least 66% between two phages within the subcluster. The subcluster assignments indicate great diversity in the relatedness within each Bacillus phage cluster. It is unknown whether this diversity represents evolutionary forces that constrain certain types of phages or if it is an artifact of phage isolation. Further phage isolation is necessary for this distinction.
Clusters containing highly related phages
Clusters C, D, E, H, and I are each comprised of a single subcluster containing highly related phages (sharing at least 74% ANI). Cluster H is the largest cluster and contains 10 highly related siphovirus phages, the cluster D and cluster E each contain three phages of the podovirus and siphovirus families, respectively, cluster C contains two siphoviruses, and cluster I contains two phages of unknown morphotype. The majority of phages in each of these clusters are recently isolated phages that are not well-characterized. In fact, the MCP was not annotated for any cluster D, E, H or I phage and we were unable to identify an MCP by TBLASTN searches, suggesting that the MCP of these phages are novel.
Clusters containing more distantly related phages
Clusters A, B, F, G, J, K and L all contain multiple subclusters, with B, F, J and K being the most variable. Cluster B contains three subclusters having ANI values ranging from 48% to 76% between phages (but all phages have at least 54% with at least one other phage in a different subcluster). A CoreGenes 3.0 analysis confirms this relationship of cluster B phages, with B1 phages sharing 96% of their proteome within the subcluster but approximately 63% and 56% with the B2 and B3 cluster proteomes, respectively. Similarly, cluster F contains 11 phages divided into 3 subclusters where ANI varies from 42% to 99.99% between phages but all phages have at least 55% to one another. There is 86% proteome conservation within each subcluster, and between subclusters there is at least 41% proteome conservation. Cluster J harbors the very similar Staley and Slash (94% ANI) and the more distantly related phage Basilisk, which shares~55% ANI and 43% of its proteome with Staley/Slash. Cluster K harbors SPO1 and close relatives CampHawk and Pegasus (subcluster K1) as well as the more distantly related phages Shanette and JL Hosts are the bacterial hosts on which the phages were isolated (not the host range) and are abbreviated as . Dot plots were produced using Gepard [61] and whole genome amino acid sequences were retrieved from Phamerator [62] .
(subcluster K2), which share~53% of their proteomes with the K1 phages. Clusters G and L contain more closely related phages. Cluster G harbors siphoviruses IEBH and 250 which share 90% ANI and 55% of their proteomes. L is the largest cluster and contains 27 phages that are likely to all be myoviruses since 15 are reported as such. Of interest, these seven subclusters to which these large phages belong are highly variable in host, tRNA content and number of ORF's (see Table 1 ), but they are all highly related having at least 81% ANI.
Overall, Bacillus phages remain highly uncharacterized but clusters F and K contain a couple of well-characte rized Bacillus phages including the B. anthracis typing phages Gamma and Cherry and B. subtilis phages SPO1 and CampHawk, respectively.
Single gene product analysis mirrors whole genome/ proteome analysis
In addition to using whole genome or proteome comparisons to determine phage cluster assignment we recently demonstrated the utility of single gene product analysis using the mycobacteriophage tape measure protein (TMP) and major capsid protein (MCP) gene products [66] . We were unable to use either TMP or MCP for Bacillus phage single-gene comparison because podoviruses do not have a TMP and the MCP was not reported or identified by a TBLASTN search for 18 of the 93 Bacillus phages (including clusters D, E, H and I). Three genes are thought to be common to all tailed phages, the MCP (the major constituent of the icosahedral shell), portal protein (forms the pore into the capsid through which the DNA is packaged) and large terminase (the ATPase that packages the DNA into capsid) [67] . A putative large terminase gene product (TerL) was identified in 100% of the Bacillus phages and was, therefore, used for single-gene comparison (Figure 4) . A dot plot alignment of the terminase gene products (TerL) confirmed our basic cluster/subcluster assignment with 100% of phages grouping by their pre-assigned clusters or subclusters, and 11 of 14 singletons remaining singletons. This overall percentage (96.8%) is comparable to the 98.8% reported for the mycobacteriophages using TMP [66] . The terminase dot plot analysis is supported by a neighborjoining tree in which all of the proteins grouped by cluster/ subcluster and the same three singletons were associated with another cluster ( Figure 5 ). The few outliers are consistent with a recent analysis that suggested genes encoding TerL have undergone sufficient horizontal transfer between phage groups to disrupt some correlations between terminase sequence type and cluster relationship [68] .
From single-gene comparison, two of the subclusters appear to be unrelated to the rest of the cluster in which they belong (subcluster B3 and F3) while three singletons (SPP1, PBC1 and SP10) display remarkable similarity to the D, F/G or K/L clusters, respectively, as seen by both dot plot and neighbor-joining tree analysis. These relationships could indicate more distant/ancient relationships over the entire chromosome or small regions of genetic exchange. The limited similarity of subcluster B3 and F3 TerL proteins to the rest of the B and F clusters is consistent with their distant whole genome/proteome relationships (faint diagonal lines on both the nucleotide and amino acid dot plots, see Figure 1 ). In contrast, CoreGenes analysis suggests small regions of genetic exchange for SSP1 in that it shares onlỹ 5% of its proteome with the cluster D phages (including the terminase, tailspike, DnaB/DnaD replication protein, and the single stranded DNA binding and annealing proteins).
Predicting phage replication strategies by terminase conservation
The identification and analysis of Bacillus phage terminase proteins presented in Figure 5 can also provide valuable insight into the replication strategy of these highly uncharacterized phages by comparing their terminases to those of well-characterized phages. Such comparisons have been used to determine the replication strategy of phages that infect Enterobacteriaceae hosts as well as phages that infect Paenibacillus larvae [71, 72] . In our analysis, several Bacillus phages contain terminases that were similar to the well-characterized SPO1 Bacillus phage, suggesting that they replicate and package their DNA by a similar concatemer strategy resulting in non-permuted DNA with long, direct terminal repeats [73, 74] . The cluster K phages had terminases of at least 87% similarity to SPO1 by BLASTP, while clusters H and L were weakly similar (~43% and~56% similar respectively) and singleton phage SP10 was 68% similar. Cluster F, phBC6A52 and Bacillus virus 1 terminases have weak homology to the HK97 terminase (42%-45% similarity) which packages by 3' cos ends, while phages of cluster J and singleton BanS-Tsamsa may have short DTRs due to weak homology to the Clostridium phage C terminase (~47% similarity) [75] .
Identification of two superclusters describing distantly related phages through proteome conservation analysis
In an effort to identify more distantly related phages belonging to "superclusters", we carefully analyzed faint nucleotide and proteome dot plot lines, CoreGenes percentages, and whole genome maps for intercluster relationships. The genomic map of a representative phage from each subcluster is given in Figure 6 as an example, however the larger phages are excluded due to space constraints (clusters A through G are shown). Because short regions of similarity are common among phages, phages had to have similarity in genome content and order (synteny) to be termed a supercluster. Table 3 lists the two superclusters identified in this analysis.
Faint lines can be seen in both the nucleotide and proteome dot plots between clusters E, F and G as well as Figure 4 Single gene amino acid dot plot analysis using the large terminase mirrors whole genome cluster assignment of Bacillus phages. Bacillus phage clusters A-L are indicated on both the X-and Y-axis. Sequences for comparison were chosen by annotated large terminase gene products or a BlastP alignment to the closest relative when unannotated. Dot plots were produced using Gepard [61] . singleton PBC1. In addition, a similar genome content and order can be seen between these phages (for example phages TP21-L, Gamma and IEBH) where the first section of the chromosome contains phage structure and assembly genes and the last section harbors DNA metabolism genes (see Figure 6 ). These clusters also share an appreciable percentage of their proteome, with cluster E, F and G phages sharing~21% of their proteome with at least two members of another cluster. This observation suggests an ancient relationship that has diverged. Singleton PBC1 also shares 32% of its proteome with the cluster G phages. These proteins include the portal protein, the MCP, three putative minor capsid proteins, a putative minor structural protein, the TMP, a holin, a glutaredoxin-like protein and nine hypothetical proteins. We have termed this supercluster the d'Herelle-like supercluster after the founding phage.
Clusters K, L and singleton SP10 have similar relationships, with K and L cluster phages sharing up to 27% of their proteome. Singleton SP10 shares~29% of its proteome with cluster K phages and~24% with cluster L phages, including several structural proteins (portal protein, MCP, minor structural protein, tail sheath, tail tube, tail assembly chaperone, tail lysin, tail fiber, tail baseplate and tail spike proteins), DNA replication proteins (DNA helicases, primase, endonuclease, exonuclease, and ribonuclotide reducatase), a peptidoglycan binding protein, a tRNA processing protein, several RNA polymerase sigma factors, and hypothetical proteins. Of interest, phage SP10 had previously been described as a SPO1-related phage by its discoverers [76] . This supercluster comprised of clusters K, L and singleton SP10 is termed the SPO1-like supercluster after this well-characterized B. subtilis phage.
Although faint lines can also be seen between the B and C clusters in some dot plots and 29% of the proteome is conserved between phages of this cluster, whole genome map displays different genome content and order (see Figure 6 ). In this case, rather than the phages displaying some similarity over a majority of the genomic map, they displayed similarity over a small portion. These phages were not included in a supercluster due to the very limited similarity as well as the differences in gene synteny, which suggest differences in phage lifestyles. These results reinforce the need for several analytical approaches in determining phage relationships.
DNA metabolism, cell lysis, structural, and host gene products are well-conserved in Bacillus phages
Phamerator [62] was used to determine the most highly conserved gene products within the 93 fully sequenced Bacillus phages, and the extent of conservation among the phages. Phamerator identified a total of 4,922 phams, or groups of proteins with homology to one another. Of these, 951 (19%) had a predicted function and 3,971 (81%) were uncharacterized. In addition, 3,058 (62%) were orphams (phams containing a gene product from a single phage). This analysis confirms the highly diverse and uncharacterized nature of the Bacillus phages and Figure 5 A neighbor-joining tree analysis of the Bacillus terminase mirrors whole genome cluster assignments. Phage names are colored by whole genome subcluster assignment and this subcluster assignment is indicated on the right. Putative replication strategies for phages are also indicated when known. Abbreviations are direct, terminal repeats (DTR) and cohesive ends (cos). The phylogenetic tree was constructed using a MUSCLE [69] alignment and the neighbor-joining method in Mega5 [70] . Bootstrapping was set to 2000 and the unrooted tree was collapsed at a less than 50% bootstrap value. underscores the immense biological reservoir that is present. Table 4 (phams with predicted function) and Table 5 (phams with uncharacterized proteins) contain the highly conserved phams that have over 20 members. These phams are partitioned by their function as DNA replication/metabolism proteins, virion structure and assembly proteins, cell lysis proteins, or proteins involved in host function. It is important to note that there may be other proteins with similar function not included in a pham due to lack of homology.
DNA replication/metabolism
The most highly conserved Bacillus gene product is ribonucleotide reductase (RNR), with homologs found in 41 of the 93 phages and six phages have multiple homologs. RNR forms deoxyribonucleotides from ribonucleotides for DNA biosynthesis and is commonly found in lytic phages [77] . Other well-conserved proteins for nucleotide metabolism include a dihydrofolate reductase (conserved in 31 phages), thymidylate synthase (conserved in 28 phages), dNTP monophosphate kinase (conserved in 29 phages), ribonucleotide deoxyphosphate reductase (conserved in 27 phages) and a glutaredoxin (conserved in 24 phages). Many putative proteins involved in DNA replication and recombination were also identified including a DNA helicase (conserved in 33 phages), replicative helicase (conserved in 27 phages), DNA exonuclease and endonuclease (conserved in 33 and 32 phages, respectively), DNA polymerase (conserved in 27 phages), RecA homolog (conserved in 27 phages), and a DNA primase (conserved in 27 phages). These results underscore the vital nature of efficient nucleotide metabolism in the propagation of lytic phages .
Virion structure and assembly proteins
The structural and assembly proteins of the virion are also highly conserved gene products within the Bacillus phages, with phams consisting of a MCP, large terminase, portal protein, capsid structural protein, baseplate, tail sheath, and a tail lysin all having homologs in 33 of the 93 phages (35%). In addition, a procapsid protease, tail fiber, tail assembly chaperone, virion structural protein and a baseplate have homologs in at least 27 of the 93 phages. These structural proteins are conserved among phages that are known myoviruses and siphoviruses, although the podoviruses and tectiviruses should also contain an MCP, portal protein and terminase. We were able to identify a large terminase for all of the Bacillus phages, meaning that these gene products had homologs that were somewhat characterized, but not homologous to the prevalent Pham. In contrast, we were unable to identify an MCP for 19% of the Bacillus phages, suggesting that homologs have not been described and emphasizing the need for further characterization of Bacillus phages. In support of this finding, recent studies have shown that MCP's bearing no amino acid sequence similarity can harbor similar folds [21, 22, [78] [79] [80] hampering identification by sequence alone.
Cell lysis
Cell lysis proteins are vital to the phage lifecycle, allowing them to exit the cell and infect other hosts. Three cell lysis proteins were well-conserved including a mureintransglycosylase (conserved in 33 phages) and two holins (each conserved in 27 phages).
Host functions/pathogenesis
Several gene products that are likely to regulate host functions were also highly conserved in Bacillus phages. A protein containing a bacterial SH3-like domain was identified in 28 of the 93 phages, including phages from cluster D, F, G, and L. The function of this protein is unknown but the SH3 domain is thought to mediate the assembly of large multiprotein complexes [23] . In addition, the cAMP regulatory protein (CRP) is found in 27 phages and a sigma-70 factor in 19 phages, which may both be used to control the expression of host carbon metabolism (See figure on previous page.) Figure 6 A comparison of gene content and order within the Bacillus phage clusters reveals modularity and great diversity. Genome maps for representative phages from the subclusters within Bacillus phage clusters A-G are provided. Phages were mapped using Phamerator [62] , where purple lines between phages denote regions of high nucleotide similarity and the ruler corresponds to genome base pairs. Boxes for gene products are labeled with predicted function, occasionally numbered, and colored to indicate similarity between the phages (E-value <1e −4 ). Abbreviations are adenosine triphosphatase (ATPase), DnaB helicase (DNAB), double-stranded DNA binding (dsDNA binding), 2'-deoxyuridine 5'-triphosphatase (dUTPase), major capsid protein (MCP), N-acetyl-muramyl-L-alanine amidase (NAM amidase, pyrophosphate reductase (PP reductase) RNA polymerase (RNAP), sigma factor (σ factor), large terminase (TerL), small terminase (TerS), tape measure protein (TMP), pilus specific protein, ancillary protein involved in adhesion (SpaF1), single-stranded binding protein (SSB), single-strand recombinase (SS recombinase). genes which can contribute to bacterial virulence [81] . An FtsK/SpoIIIE-like cell division protein (gp22 in phage Cherry) was conserved in 24 of the phages (pham370). This protein may control host transition into the sporulation state, contributing to the environmental fitness of B. anthracis [29] .
There are several other proteins that are less conserved that may contribute to host pathogenesis. Three Bacillus phages (JL, Shanette and SP10) harbor a dUT-Pase, which are common in many bacteriophages and have been shown to function as G protein-like regulators required for the transfer of staphylococcal virulence factors [82, 83] . Five Bacillus phages (SPO1, CampHawk, Pegasus, JL, and Shanette), encode a Pho-H like protein that aids in bacterial survival under phosphate starvation [84, 85] . Genes belonging to the phosphate regulon are reportedly very common in marine phages (40%) while they are less common in non-marine phages (4%) [86] , in good agreement with our identification of PhoH in 5.4% of the Bacillus phages.
Subcluster F1 phages encode resistance to the soil antibiotic fosfomycin, which may account for the resistance reported for B. anthracis strains [29] . In addition, JL and Shanette both encode the tellurium resistance proteins TerE and TerC. Tellurium oxyanion (TeO 3 2− ) has been used in the treatment of mycobacterial infections and resistance is a feature of many pathogenic bacteria. In fact, resistance is commonly used for the identification and isolation of Shiga toxin-producing E. coli [87] .
The comparison of subcluster and bacterial host reveals evolutionary boundaries
The Bacillus hosts in this study can be assembled into two separate groups by relatedness, and this evolutionary boundary may define phage boundaries and predict barriers for pathogenic gene transfer. B. subtilis, B. megaterium and B. pumulis are more closely related to each other than they are to the Bacillus cereus group of bacteria, comprised of B. cereus, B. anthracis, B. thuringiensis, B. weihenstephanensis, B. mycoides and B. pseudomycoides [88, 89] .
To determine if there are such boundaries between phages and their hosts, the host from which each phage was isolated was compared within each cluster and subcluster.
The cluster to bacterial host relationship was somewhat ambiguous, with 67% of clusters populated by phages from only closely related Bacillus species (clusters A, B, C, D, E, F, G, and I) and others (clusters H, J, K and L) harboring phages from more distantly related Bacillus species (see Table 2 ). However, within these latter clusters there is a clear division at the subcluster level in that B. subtilis, B. pumulis, and B. megaterium phages always fall into a separate subcluster than phages that infect B. cereus, B. thuringiensis, B. anthracis, and B. weihenstephanensis. More phages are clearly needed to understand the host diversity within clusters, however, because only four clusters contain phages from diverse hosts (phages from both a B. subtilis, B. pumulis, B. megaterium host and from a Bacillus cereus group host). In addition, this analysis was performed using only the host from which the phage was isolated since the host range of most of these phages is unknown. Host range studies will provide greater insight. For example, a recent finding that phage BPC78 infects both B. cereus and B. subtilis suggests that some phages are able to overcome this apparent host boundary [44] .
The subcluster to host analysis also suggests a closer relationship between the B. thuringiensis and B. cereus species when compared to B. anthracis, since there is a subcluster division between B. anthracis phages and those that infect B. thuringiensis or B. cereus (see Figure 2 , clusters A and F). This apparent evolutionary separation is surprising given the recent report of five phages that infect B. anthracis and B. thuringiensis as well as the B. cereus host on which they were isolated (BanS-Tsama [59] , Bc431v3 [90] , and JL, Shanette, and Basilisk [21] ).
Conclusions
Phages are intimately linked to the ecology and evolution of their hosts, making phage characterization vital to understanding the diversity and evolution of the Bacillus genus. Herein we described the comparison of 93 fully sequenced Bacillus phages and their grouping into 12 clusters, 14 singletons and 28 subclusters (see Tables 1  and 2 ). In addition, two groups of more distantly-related phages were identified and termed "superclusters", namely the SPO1-like and d'Herelle-like phages. This analysis of Bacillus phages may aid in understanding newly isolated phages as well as the enormous complexity of tailed phages. It may also serve as a reference for comparisons to phages that infect other genera. The only other such analyses are of 491 phages that infect Mycobacterium and of 337 phages that infect the Enterobacteriaceae family. Hatfull et al. grouped the Mycobacteriophages into~17 "clusters" of related phages (A-Q) and 14 singleton clusters [13] , while Grose and Casjens grouped the Enterobacteriaceae phages into 38 clusters of related phages and 18 singleton clusters [14] . In contrast to both of these phage groups, the Bacillus singletons outnumber the Bacillus clusters, presumably due to the decreased number of total phages isolated (93 phages as compared to 491 or 337). It should also be noted that additional Bacillus phage isolation will most likely require future revision of these cluster assignments as phages may be isolated that unite clusters. Our analysis revealed several clusters of highly related phages (clusters C, D, E, H and I), and other clusters that contained very diverse phages (A, B, F, G, J, K and L) (see Figures 2 and 3) . Due to the low number of phages isolated and the apparent expected diversity, it is currently unknown if these differences reflect differences in phage lifestyles, or if they occur due to sampling biases. Our analysis also revealed the need for using several analytical techniques to group phages, since one technique may suggest apparent relatedness that is weak by other techniques. For example, the B and C clusters share~29% proteome conservation as analyzed by CoreGenes and faint lines of similarity can be seen in genomic dot plots. However, analysis of the overall genome synteny suggests they are more diverse in lifestyle than phages that typically form clusters/superclusters (see Figure 6 ).
In addition to whole genome analysis, analysis of Bacillus phage gene products further underscores the enormity of Bacillus phage diversity, with 81% of protein phams (3,971) consisting of uncharacterized proteins. In addition, 19% of MCPs were unannotated and unidentifiable, highlighting the uncharacterized nature of these phages. Since several phams of known function were identified that may contribute to host pathogenicity, understanding these uncharacterized phams is critical to understanding the evolution of pathogenic Bacillus strains.
The analysis of Bacillus phage evolutionary boundaries suggests that close phage relationships (defined by subclusters) are restricted by the relatedness of the host, with the phages that infect the Bacillus cereus group of phages more similar than those that infect B. subtilis, B. megaterium and P. pumulis. This analysis of host vs. cluster is not only beneficial to understanding the evolution of Bacillus species but may indicate phage clusters more suitable for targeted phage therapy of pathogenic B. cereus and B. anthracis strains.
Methods

Computational analysis and genomic comparison
Bacillus phage sequences were retrieved from GenBank and the Bacillus Phage Database at PhagesDB.org as well as by contact with the authors of this website. To ensure retrieval of all Bacillus phages from GenBank, the major capsid protein (MCP) from at least one phage in each *Pham #'s are specific to this analysis and are larger than the total number of phams due to assignment by Phamerator [62] .
cluster was used to retrieve all phages with similar MCP sequence via TBLASTN [91] . Genomic maps of each phage were prepared using Phamerator [62] , an opensource program designed to compare phage genomes. Phamerator was also used to calculate the percent G/C, number of ORFs and protein families or phams. The percentage of the proteome conserved was identified using the program CoreGenes 3.0 at the default BLASTP threshold of 75 [63, 64] , while average nucleotide identity (ANI) was calculated by Kalign [92] . Dot plots were generated using Gepard [61] . For ease in dot plot analysis, long direct terminal repeats were removed from some phages, other phage genomes were reverse complemented, and new bp one calls were made to re-orient according to the majority of phages within a cluster. In addition, a portion of the PZA nucleotide sequence was reverse complemented to allow alignment with other phages of the cluster. Whole genome amino acid sequences were retrieved from Phamerator [62] . The terminase phylogenetic tree was constructed using a MUSCLE [69] alignment and the neighbor-joining method in Mega5 [70] . Bootstrapping was set to 2000 and the unrooted tree was collapsed at a less than 50% bootstrap value. Sequences for comparison were chosen by annotated large terminase gene products or a BlastP alignment to the closest relative when unannotated. 
